(OA Adequate fixative in immunohistochemistry requires not only a rapid and total immobilization of the antigen, but also a sufficient preservation of its immunoreactivity and maintenance of its accessibility to the immunochemical reagents for localization. Thus, the optimal fixation condition for a specific antigen necessitates a compromise between these opposing variables and can be determined by the preparation of a series of tissues with a progressively increasing degree of fixation. Unless the results of localization using such a series is available, one must be satisfied with adequate but less than optimal results. In the present study, this principle is demonstrated using the localization of tyrosine hydroxylase in the dopaminergic system with formaldehyde as the fixative. The rate and degree of fixation with formaldehyde was shown to be highly pH de- 
Fixation with a Combination of Formaldehyde

Solutions at Different pH
It was clear from the preceding experiment that more complete fixation was required to permit complete localization of TH.
We hypothesized that by preceding the high pH perfusion by one at a low pH, (6.5) it would be possible to permit access of formaldehyde to the tissue and thus rapidly accelerate the cross-linking reaction by decreasing hydrogen ion concentration. Preliminary perfusions were, therefore, carried out at pH 6.5 (5 mm) followed by perfusion at pH 9.0 or pH 1 1.0. The results ofTH localization with pH 9.0 are shown in Figure  4 .
It was thought that with this procedure a lower final pH might give adequate localization.
As can be seen, however, the results were not as good as pH 1 1 .0 fixation alone.
The results of perfusion with pH 6.5 formaldehyde followed by pH 1 1.0 are shown in Figure  5 . ( Figure  1 ), pH 7.0 ( Figure   2 ), and pH 1 1.0 ( Figure  3 ). An increase to TH, in brain perfused first with pH 6.5 then pH 9.0 formaldehyde solutions ( Figure  4 ) or pH 6.5 then pH 1 1.0 ( Figure  5) As the pH increases, more groups lose their proton and thus become capable of reacting with formaldehyde. Literature Cited
